Supplemental Figure 3 . Effects of c-Abl kinase silencing on S1P-mediated cytoskeletal rearrangement. After transfection with control or c-Abl siRNA, HPAEC were stimulated with S1P (1 µM) or vehicle control for 5 min and then fixed for immunostaining as described in Methods. Panel A. S1P stimulation rapidly increases cortical F-actin in control siRNA-treated EC, but this effect is inhibited in c-Abl silenced EC. Panel B. S1P stimulation rapidly increases peripheral MLC phosphorylation in control siRNA-treated EC, with this effect inhibited in c-Abl silenced EC. Images are representative of 3 independent experiments. Supplemental Figure 4 . Colocalization of c-Abl and actin in confluent S1P-stimulated endothelium. HPAEC were transfected with GFP-c-Abl and then 48 hrs later stimulated with vehicle, 1 U/ml thrombin for 10 min, or 1 µM S1P for 30 min as indicated. Cells were then fixed in 4% paraformaldehyde and immunofluorescence performed as described in Methods for c-Abl (green) and F-actin (red). Colocalization of c-Abl with actin in peripheral lamellipodia was quantified by intensity correlation analysis using the intensity correlation quotient (ICQ) as described in Methods. S1P increased colocalization of GFP-c-Abl and F-actin in these confluent EC.
Supplemental Figure 5 . Colocalization of c-Abl and VE-cadherin in confluent S1P-stimulated endothelium. HPAEC were transfected with GFP-c-Abl and then 48 hrs later stimulated with vehicle or 1 µM S1P for 15-30 min as indicated. Cells were then fixed in 4% paraformaldehyde and immunofluorescence performed as described in Methods for c-Abl (green), VE-cadherin (red), F-actin (purple), and nuclei (DAPI, white). Colocalization of c-Abl with VE-cadherin in peripheral lamellipodia was quantified by intensity correlation analysis using the intensity correlation quotient (ICQ) as described in Methods. Mean ICQ + S.E. obtained from multiple cells (n = 3 per condition) are shown below each representative image. Areas of overlap are indicated by light blue or white color. No significant colocalization of c-Abl and VE-cadherin is observed at the periphery of these EC after S1P.
Supplemental Figure 6 . Colocalization of c-Abl and β-catenin in confluent S1P-stimulated endothelium. HPAEC were transfected with GFP-c-Abl and then 48 hrs later stimulated with vehicle or 1 µM S1P for 15-30 min as indicated. Cells were then fixed in 4% paraformaldehyde and immunofluorescence performed as described in Methods for c-Abl (green), β-catenin (red), F-actin (purple), and nuclei (DAPI, white). Colocalization of c-Abl with β-catenin in peripheral lamellipodia was quantified by intensity correlation analysis using the intensity correlation quotient (ICQ) as described in Methods. Mean ICQ + S.E. obtained from multiple cells (n = 9-11 per condition) are shown below each representative image. Areas of overlap are indicated by light blue or white color. No significant colocalization of c-Abl and β-catenin is observed at the periphery of these EC after S1P.
Supplemental Video. Subcellular distribution of c-Abl-EGFP in live EC under basal, thrombin-, and S1P-stimulated conditions. HLMVEC were transfected with c-Abl-EGFP plasmid and imaged 24-48 hrs later via laser-scanning confocal microscopy as described in Methods. Serial images of transfected live cells were obtained over time to monitor the distribution of the c-Abl-EGFP construct (green) in response to various barrier regulatory agonists. This representative movie combines multiple images from a single transfected cell under basal conditions (the first 5 minutes as noted by the time stamp in the upper right corner) followed by thrombin (1 U/ml) stimulation (the next 10 minutes) and then S1P (1 µM) stimulation (the final 40 minutes). 
